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SUBSEQUENT PRELIMINARY AMENDMENT 



Commissioner for Patents 
Box PCT 

Washington, D.C. 20231 
Sir: 

Prior to examination of the above-identified application. Applicants respectfully 
request that the above-identified application be amended as follows: 



In the Specification: 

Please amend the Specification as shown: 

Please delete the paragraph at page 21, lines 7-19 and replace it with the 
following paragraph: 

coli strain BL21 (ADE3, ompT, hsdSa (re-mB-), gal, dcm) was used as the host 
for the plasmids described below. Plasmid pKSI contains a codon-optimised gene for 
the expression of the He fragment of TeNT under the control of the T7 promoter. It 
was created by PGR amplification (Pfu polymerase, Stratagene, Cambridge UK) of a 
1357 bp fragment using pTETtac215 (Makoff et al,, 1989) as template and the 
oligonucleotides 5'GAGCATATGAAAAACCTTGAT (SEQ ID NO: 2) and 
5'CGGATCCTTAGTCGTTGGTCCA (SEQ ID NO: 3) which introduce Nde\ and BamVW 
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sites at the 5' and 3' ends of the gene respectively. After blunt end ligation of the 
PGR product into the vector pCRScript (Stratagene) to form plasmid pJC6, the Nde\ - 
BamH\ fragment was purified by agarose gel electrophoresis using a Qiaex II gel 
purification kit {Qiagen, West Sussex, UK), and subcloned into pET28a (Novagen, 
Cambridge UK) which has previously been digested with Ndel and BamHI (Roche 
Molecular Biochemicals, East Sussex, UK). DNA manipulations were performed by 
standard procedures. 

Please delete the TABLE 1 Mutants of TeNT He constructed at page 22, and 
replace it with the following TABLE: 
TABLE 1 Mutants of TeNT He constructed 



Mutant 
Name 


Oligonucleotides used for site directed mutagenesis 


M5 


NF38: 5' to 3' GGTTGCGACTGGTACTTCTAAGGATCCGAATTCG (SEQ ID. N0:4) 
NF41: 3' to 5' CGAATTCGGATCCTTAGAAGTACCAGTCGCAACC (SEQ ID. NO:5) 


T 1308 A 


NP49: 5' to 3' GACTGGTACTTCGTTCCGGCTGATGAAGGTTGGA (SEQ ID. N0:6) 
NP50: 3' to 5' GGTCCAACCTTCATCAGCCGGAACGAAGTACCAG (SEQ ID. N0:7) 


D 1309 A 


NF51: 5' to 3' TGGTACTTCGTTCCGACCGCTGAAGGTTGGACGA (SEQ ID. N0:8) 
NF52: 3' to 5' CGTTGGTCCAACCTTCAGCGGTCGGAACGAAGTA (SEQ ID. NO:9) 


E1310A 


NF57: 5' to 3' TACTTCGTTCCGACCQATGCTGGTTGGACGCAACGAC (SEQ ID. 
NO:10) 

NF58: 3' to 5' GTCGTTGGTCCAACCAGCATCGGTCGGAACGAAGTA {SEQ ID. 
NO:11) 


MIS 


NF47: 5' to 3' TTCGTTCCGACCGATGAATAAGGATCCGAATTCG (SEQ ID. NO: 12) 
NF48: 3' to 5' CGAATTCGGATCCTTATTCATCGGTCGGAACGAA (SEQ ID. NO: 13) 


M28 


NF79: 5' to 3' GGTACCCACAACGTGTCAGCGAACCGTGACATCCTG (SEQ ID. 
NO: 14) 

NF80: 5' to 3' CAGGATGTCACGGTTCGGCTGACCGTTGTGGGTACC (SEQ ID. 
NO: 15) 


M37 


NF81: 5' to 3' CTGGGTCTGGTTGGTACCAACGACCCGAACCGTGAC (SEQ ID. 
NO:16) 

NF82: 5' to 3' GTCACGGTTCGGGTCGTTGCTACCAACCAGACCGAG (SEQ ID. 
NO:17) 


M40 


NF79: 5' to 3' GGTACCCACAAGGTCAGCCGAACCGTGACATCCTG (SEQ ID. 
N0:18) 

NF80: 5' to 3' CAGGATGTCACGGTTCGGCTGACCGTTGTGGGTACC (SEQ ID. 

NO: 19) 

and 

NF32: 5' to 3' CTTCTAACTGGTACTTCAACTCTCTGAAAGACAAAATCCTGGG 

(SEQ ID. N0:20) 

NF33: 3' to 5' CCCAGGATTTTGTCTTTCAGAGCGTTGAAGTACCAGTTAGAAG 
(SEQ ID. NO:21) 


M58 


NF91: 5' to 3' GTTGGTTACCCGAAACTGCAGAACCTGGACAGAATT (SEQ ID. 
N0:22) 

NF92: 3' to 5' AATTCTGTCCAGGTTCTGCAGTTTCGGGTAACAAC (SEQ ID. 
N0:23) 


M564 


NF32: 5' to 3' CTTCTAACTGGTACTTCAACTCTCTGAAAGACAAAATCCTGGG 
(SEQ ID. NO:24) 

NF33: 3' to 5' CCCAGGATTTTGTCTTTCAGAGCGTTGAAGTACCAGTTAGAAG 
(SEQ ID. NO:25) 


M567 


NF97: 5' to 3' CTAACTGGTACTTCAACGCTCTGAAAGAGAAAATCCTGGG (SEQ 
ID. NO:26) 

NF98: 3' to 5' CCCAGGATTTTGTCTTTCAGAGCGTTGAAGTACCAGTTAG (SEQ ID. 
NO:27) 
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Please delete the Amino acid sequence of C. tetani neurotoxin (TeNT) 
constructed at page 36, and replace it with the following TABLE: 

Amino acid sequence of C. tetani neurotoxin (TeNT) 
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(SEQ ID NO: 1) 
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